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Process for Inhibiting th growth of a culture of lactic add bacteria, 
and optionally lysing th bacterial cells, and us s of th resulting 
lysed culture 



Background of the inventi on and pi'inT afi 

The invention relates to a process for inhibiting the growth of 
a culture of lactic acid bacteria, and optionally lysing the cells of 
said bacteria. 

In this specification the following abbreviations of names of 

micro-organisms are used: 

E. = Escherichia, e.g. E. coli, 

L. ~ Lactococcus, e.g. L. lactis, 

n. = nierococeus. e.g. M. lysodetktieus , 

S. = Streptococcus, e.g. S. faecalis and S. pneumonia. 

In one agpect the invention relates to a process for the lysis 

of a culture of lactic acid bacteria, or a product containing such 

culture, by means of a lysin e.g. in producing a fermented food product. 

e.g. in cheese-making. Such a process is known from WO 90/00599 

(AGRICULTURAL & FOOD RESEARCH COUNCIL (AFRC) . M.J. Gasson. published 25 
January 1990. ref . 1) . According to that patent specification the lysin 
from a Lactococcus (preferably prolate-headed) bacteriophage was used to 
lyse bacterial starter cultures during cheese-making. Exemplified was the 
lysin of the bacteriophage ^vMLS of Lactococcus lactis ML3. In 
particular, the lysin can be added to a cheese product or a cheese 
precursor mixture, e.g. after whey renoval. milling and salting. However, 
this solution has the disadvantage that thorough mixing of the contents 
of the lysed cells with the cheese product is not easily obtained. 
Another disadvantage is that the lysin was produced by Escherichia coli 
cells, which are not food-grade. It is explicitly stated if the cell wall 
of the host cell is not itself degraded by the lysin then the lysin 
secreting transformed host may be useful in suppressing populations of 
bacteria which are susceptible to lysis by the lysin. Nothing is 
mentioned regarding addition of a transformed host cell in improving 
chees flavor, certainly not a transformed lactic acid bacterium. 

As an alternative it is suggested in that patent specification 
"to encapsulate the lysin so that the timing of its 
addition is not important. The encapsulating agent 
dissolves after the cheese-making process is complete 
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thus not affecting the starter bacteria before their 
role in acidification was complete." 

This suggested alternative has the disadvantages, that (a) an 
encapsulating material has to be used, and (b) said material must not 
dissolve before the end of the cheese making process. Moreover, if the 
encapsulated lysin is added at the beginning of the cheese-making 
process, e.g. while adding the cheese starter culture to the milk, about 
90X of it is removed with the whey. Thus one has to add about tenfold the 
required effective amount, which is economically not attractive. 
In a later publication C.A. Shearman. K. Jury & M.J. Gasson (Feb. 1992. 
ref. 2) described an autolytic Lactococcus lactis expressing a cloned 
lactococcal bacteriophage 4>vML3 lysin gene. In particular they stated 
that 

"(e)xpression of the cloned lysin did not impair the 
ability of lactococcus lactis subsp. leustis and 
Lactoeoecus lactis subsp. cremoris strains to 
metabolize lactose, to clot milk and produce acid 
(data not shown)". 

It was suggested that during the exponential phase the lysin 
would not. or would insufficiently be expressed. It would only be 
expressed in sufficient amounts to lyse an appreciable proportion of the 
cells during the stationary phase, which occurs at the end of the normal 
fermentation process. The article illustrates that maintenance of 
transformed lactococcal strains could be a problem. Maintenance at a 
temperature below 30*C slightly delayed the onset of lysis but at 30*C 
regrowth of lysin resistant bacteria occurred. As alternative buffering 
in a sucrose medium with a sucrose percentage higher than 20% was given. 
This does not seem to be suitable in a process of fermentation like 
cheese making where the fermentation step occurs at 30*C or higher and 
the presence of more than 2031 sucrose is not acceptable. 

Furthermore, at the end of that publication it was indicated 
that expression in the stationary phase is not completely controlled. In 
addition the use of osmotic buffer in a cheese maturing process is 
probably not very efficient timewise when taking into consideration the 
length of time required for a Gouda cheese immersed in a brine bath to 
achieve the desired degree of salt flavour the osmotic effect of salt 
concentration is not going to be very quick. The Cheddar cheese making 
process would probably be more suitable as the salt addition step is more 
efficient, however, still requires a mixing step. 
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Both disclosures described the use of a lysin originating from 
a lactococcal bacteriophage lysin, that means an enzyme produced in 
nature by an undesired substance like a bacteriophage, because 
bacteriophage contaminations are a major problem in large scale 
industrial dairy fermentation processes. 

In a review article R. Young (1992, ref . ^) gives a survey of 
the state of the art on bacteriophage lysis, both mechanism and 
regulation. Especially in the section "Lysis in Phage Infections of Gram- 
Positive Hosts" on pages ^68-^72 it was indicated that the DNA sequence 
found by Shearman c.s. (1989* ref. 5). which DNA sequence seems to be the 
same as that given in ref. 1, is probably not correct and that the 
deduced amino acid sequence might be quite different due to a mutation 
causing a phase shift in the reading frame. More particularly it is 
speculated that the DNA sequence of the lysin gene like the pneumococcal 
phage associated lysin genes had no signal sequence which could account 
for secretion across the cytoplasmic membrane, however, this was puzzling 
in view of the absence of a typical N- terminal signal sequence which 
raises the question of how the lytic enzymes escape the cytoplasm and 
gain access to the cell wall. 

In the above mentioned review of R. Young (1992, ref. ^. 
especially on page ^69 in the paragraph bridging both columns and pages 
*72-473 in the section HOLIN FAMILY) it is argued that an additional 
protein is required for the action of bacteriophage lysins on the cell 
wall of infected cells. This additional protein is required for the 
access of the murein hydrolase, which is the more scientific name for the 
bacteriophage lysin. to its murein substrate. In that review the term 
"holin" was used for this additional protein. It was described in that 
review that the holin makes perforations in the cell wall enabling the 
lysins to pass the membrane so that subsequently the lysins can hydrolase 
the murein part of the cell wall. In this specification "holin" also 
means a protein or peptide required for the access of a lysin to its 
substrate, the murein part of the cell wall. 

In the Young et al review it is stated that the realignment of 
the Shearman sequence and assumptions of a sequencing error obscuring a 
start codon does present a possible basis for establishing the 
requirement for a holin to eff ct the release of this phage encoded 
murein hydrolase. Young et al. further state "If our analysis so far has 
taught us anything it is that any phage with a lys zyme gene should have 
a holin gene". This statement is however contradicted som what further on 
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in the same article where a lys A clone of mvl which does not appear to 
possess a holin encoding sequence is illustrated as exhibiting lytic 
activity. 

Young et al further examined the putative holin family and 
disclose 8 different proteins unrelated in primary sequence for which 
genetic or physiological evidence of holin function exists. Some 
postulations concerning structure and function are made, however nothing 
definite appears to be settled regarding this issue. They indicate that 
as these proteins are small, hydrophobic, without enzyme function and 
lethal this is an array of characteristics not likely to attract legions 
of biochemists. This field is thus illustrated as being quite complex 
with little factual knowledge and a deal of speculation. 

In a publication of Ward c.s. (1993; ref. 6) it is also 
suggested that the sequence of Shearman et al. (1989; ref. 5) is probably 
not correct. Comparison with a very similar phage Ivsin f?ene confirmed 
that a frame shift in the Shearman et al. (ref. 5) sequence is needed for 
aligning the two DNA sequences. Moreover, this comparison teaches that 
the real phage lysin is encoded by an ORF that is probably ^15 bases 
longer than disclosed by Shearman et al. (ref. 5). 

C. Platteeuw and W.M, de Vos (1992, ref. 3) described the 
location, characterization and expression in Escherichia coli of lytic 
enzyme-encoding gene, lytA^ of Lactocoecus lactis bacteriophage ^US3. It 
was described that the ^L3 lysin, which is active on a wide range of 
lactococcal strains, lacked homology with known lytic enzymes. The 
bacteriophage 4)US3 was identified during studying bacteriophages specific 
for the cheese-making strain Lactocoecus lactis SKll (NIZO) . The results 
showed that the deduced amino acid sequence of LytA shares similarities 
with that of an autolysin of Streptococcus pneumonia, suggesting that the 
bacteriophage 4>US3 encodes an amidase rather than a IvsQzvne^tvnR 
ffiuramidfisg. The above illustrates the difficulties facing a person 
skilled in the art wishing to isolate DNA-sequences from different 
organisms. The lack of information regarding sequences and the lack of 
homology between known sequences makes use of probes and primers derived 
from known sequences quite unlikely to lead to successful isolation of a 
correct DNA sequence encoding a holin from different organisms. 

In EP-A2-0 510 907 (AFRC. M.J, Gasson, published 28 October 
1992. ref. 7) the use of bacteriophages of food-contaminating or 
pathogenic bacteria or the lysins thereof to kill such bacteria was 
described. Examples included lysins from bacteriophages of Listeria 
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monocytogenes (phage 4)LM4) and Clostridium tyrobutyricum (phag 4)P) . Also 
tests for bacterial contamination can be made specific for specific 
bacteria by using the appropriate bacteriophage or lysin thereof and 
determining whether cells are lysed thereby. That European patent thus 
describes the use of lysins obtained from phages of food-contaminating or 
even pathogenic bacteria, which is not desirable for food-grade 
applications. Moreover, the use of such lysins is further away from the 
subject of this invention, which will be discussed below as it does not 
lie in improving flavour of food products by autolysis of lactic acid 
bacteria. 

In another ARp^f^t, the invention relates to a process for 
inhibiting the growth of a culture of lactic acid bacteria without lysing 
the cells. 

The growth of lactic acid bacteria can be inhibited in several 

ways. 

For example, in normal fermentations with lactic acid bacteria* 
e.g. for the production of yoghurt, when a certain low pH is obtained the 
high amount of lactic acid stops further fermentation. The growth changes 
from the log phase to the stationary phase which in effect is some sort 
of inhibition of the growth. 

Another possibility is that the nutrients become scarce and the 
so-called starvation occurs, because the necessary ingredients are no 
longer available for growth of the bacteria. This means that no further 
growth occurs. 

Still another possibility is the effect of pasteurization or 
sterilization causing cell death. 

Sjimmarsr of the invi^nt^^f^;^ 

It has now been found that holin on its own already has a 
bacteriostatic effect on Gramnegative bacteria like £. coli and 
Grampositive bacteria like lactic acid bacteria. Thus according to a 
firgt einbQ(3jmfint the invention provides a process as described in claim 
1. i.e. a process for inhibiting the growth of a culture of lactic acid 
bacteria, which process comprises the in situ production in the cells of 
the lactic acid bacteria of a holin obtainable from bacteriophages of 
Gram-positive bacteria, esp. from bacteriophages of lactic acid bacteria, 
the gene encoding said holin being under control of a first regulatable 
promoter, said first regulatable promoter not normally being associat d 
with said holin gene, said holin being capable of exerting a 
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bacteriostatic effect on the cells in which it is produced by means of a 
system, whereby the cell membrane is perforated, while preferably the 
natural production of autolysin is not impaired. 

According to a second embodiment the invention provides a 
5 process as described in claim 2, i.e. a process according to the first 
embodiment, which additionally comprises the in situ production in the 
cells of the lactic acid bacteria of a lysin obtainable from lactic acid 
bacteria other foodgrade grampositive microorganisms or their 
bacteriophages, the gene encoding said lysin being under control of a 
10 second regulatable promoter, whereby the produced lysin effects lysis of 
the cells of the grampositive or gramnegative bacteria, preferably the 
lactic acid bacteria. 

Preferably the second regulatable promoter is the same as the 
first regulatable promoter (claim 3), and more preferably the gene 
15 encoding the holin and the gene encoding the lysin are placed under 

control of the same regulatable promoter in one operon (claim 4). It is 
advantageous for food fermentations when said first or second promoter or 
both can be regulated by food-grade ingredients or parameters (claim 5). 
The processes according to the invention can be used in the culture of 
20 lactic acid bacteria as such, but they can also be used in a product 

containing such culture (claim 6). A specific embodiment of this latter 
possibility is a process in which the lactic acid bacteria culture is 
used for producing a fermented food product obtainable by the 
fermentative action of the lactic acid bacteria and subsequently the 
25 lactic acid bacteria in the fermented food product are lysed (claim 7). A 
specific example of such process is one in which the fermented food 
product is a cheese product (claim 8). Then an additional cheese ripening 
step can be carried out. whereby some of the constituents after leaving 
the lysed cells will change the composition of the cheese product (claim 
30 9). 

A third embodiment of the invention relates to a process for 
combatting spoiling bacteria or pathogenic bacteria, in which a lysed 
culture obtained by a process according to the second embodiment of the 
invention is used as a bactericidal agent (claim 10). One way of use as a 
35 bactericidal agent is a process for improving the shelf life of a 

consumer product, in which a product obtained by a process according to 
either the first or the second embodiment of the invention and containing 
free holin or fr e lysin or both is incorporated into said consumer 
product in such amount that in the resulting consumer product the growth 
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of spoiling bacteria or pathogenic bacteria is inhibited or that their 
viability is strongly reduced (claim 11). Such consumer products comprise 
edible products, cosmetic piquets, and products for cleaning fabrics, 
hard surfaces and human skin (claim 12). 
5 Examples of such products may be bread and bread improvers; 

butter, margarine and low calorie substitutes therefor; cheeses; 
dressings and mayonnaise-like products; meat products; food ingredients 
containing peptides; shampoos; creams or lotions for treatment of the 
human skin; soap and soap-replacement products; washing powders or 
10 liquids; and products for cleaning food production equipment and kitchen 
utensils . 

A fourth embodiment of the invention is a process for modifying 
a mixture of peptides, which comprises (1) combining a culture of lactic 
acid bacteria with a mixture of peptides obtained by proteolysis of 

15 proteins, the cells of said culture containing both a gene encoding a 

holin under control of a first regulatable promoter and a gene encoding a 
lysin under control of a second regulatable promoter, which second and 
first promoter can be the same and which first and second promoter are 
not normally associated with the respective genes, and (2) effecting 

20 induction of the promoter or promoters for producing both the holin and 
the lysin in such amounts that the cells of the lactic acid bacteria are 
lysed and the contents of the cells containing peptidases will modify the 
composition of the mixture of peptides (claim 13). In order to achieve 
sufficient bacterium growth the host cell must not lyse too quickly, 

25 preferably lysis will occur at the end of the log phase or commencement 
of the stationary phase. 

An alternative is a process for modifying a mixture of 
peptides, which comprises treating a mixture of peptides obtained by 
proteolysis of proteins with a lysed culture obtained by a process 

30 according to the second embodiment of the invention (claim l4). 

The proteins to be proteolysed can be, for example, milk 
proteins or vegetable proteins, or both (claim 15). 

Any of the above-mentioned processes as claimed in claims 1-15, 
wherein the holin is encoded by a nucleic acid sequence according to any 

35 of claims 18-20 and/or is expressed from a recombinant vector according 
to any of claims 21-2^ and/or is expressed by a recombinant cell 
according to any of claims 25-2? fall within the intended scope of the 
invention. In addition an alternative suitable embodiment of a process 
according to the invention can be directed at the inducible expression of 
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a lysin having the amino acid sequ nee of sequence id no 7 or being a 
functi nal equivalent thereof. 

A nucleic acid s quence encoding a holin derivable from a 
grampositive bacterium such as a lactic acid bacterium, in particular a 
L. lactis or a bacteriophage derivable from such a grampositive bacterium 
also falls within the scope of the invention. Such a nucleic acid 
sequence can for example encode the amino acid sequence of sequence id no 
6 or a functional equivalent thereof such as the nucleic acid sequence of 
nucleotides 103-328 of sequence id no 5- Any nucleic acid sequence 
according to the invention can further be operatively linked to a first 
regulatable promoter, said first regulatable promoter not normally being 
associated with the holin encoding sequence. 

Also comprised by the invention are recombinant vectors 
comprising any of the nucleic acid sequences in any of the claimed 
embodiments, said vector preferably further being foodgrade. In addition 
such a recombinant vector according to the invention may suitably further 
comprise a nucleic acid sequence encoding a lysin, both the holin and the 
lysin being derivable from a grampositive bacterium such as a lactic acid 
bacterium, in particular a L. lactis or a bacteriophage derivable from 
such a grampositive bacterium, a preferred embodiment of a recombinant 
vector according to the invention further comprises the natural 
attachment/integration system of a bacteriophage. The natural 
attachment/integration system of a bacteriophage can comprise the 
bacteriophage attachment site and an integrase gene located such that 
integration of the holin and optionally lysin gene will occur, said 
system preferably being derived from a bacteriophage that is derivable 
from a food grade host cell, preferably a lactic acid bacterium, A 
suitable recombinant vector according to the invention comprises the 
nucleic acid sequence encoding the holin and the nucleic acid sequence 
encoding the lysin operatively linked to a foodgrade inducible promoter 
that can be induced via a food grade mechanism. Such a promoter system 
can for example be a thermosensitive complex inducible promoter as is 
disclosed in EP94201355 and is present on plasmid pIRl^*. A recombinant 
host cell comprising a nucleic acid sequence according to any of claims 
18-20 in a setting other than in its native bacteriophage and/or a 
recombinant vector according to any of claims 21-2^^ is claimed. Any of 
the abovementioned embodiments of recombinant host cell further 
comprising a nucleic acid sequence encoding a lysin. said lysin 
preferably being derivable from a grampositive bacterium such as a lactic 
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acid bacterium, in particular a L. lactis or a bacteriophage derivable 
from such a grampositive bacterium, said nucleic acid sequence encoding a 
lysin preferably being in a setting other than in its native 
bacteriophage or bacterium is also suitable. Preferably a recombinant 
host cell according to the invention will be a food grade host cell, 
preferably a lactic acid bacterium. Most preferably the host cell is of 
the same type from which the holin and/or lysin encoding nucleic acid 
sequences are derived. 



Br i ef degcr l Dtinn nf the drawing s 



FIGURE LEGENDS belonging to the draft publication 
Fig. 1. A) Schematic outline of the PCR reactions used for the 
amplification of lytP, lytB, and the combination of lyt? and lytR. The 
ORF's are indicated by hatched arrows. Sequences of the amplification 
primers 1-4 (lytl-lyt^) are given in Table 2 and as sequence id no 1-4 in 
the Sequence Listing. The scale is in kilobases (kb), 

B) Schematic representation of the plasmid constructions. See 
for details Materials and Methods. Abbreviations: Em", erythromycin 
resistance marker; Amp", ampicillin resistance marker; Cm", 
chloramphenicol resistance marker; P.^„, is a hybrid regulatory region, 
constructed by Yansura and Henner (29), which contains the RNA polymerase 
recognition sequences of an early SPOl promoter and the lac operator; 
lad, lac repressor under the control of the Bacillus licheniformis 
penicillinase transcriptional and translational signals, indicated as P 
(29); and Pj, promoters P, and Pj of the bacteriophage Rl-t; T, 
transcription terminator; ori. origin of replication; rpo. Rl-t repressor 
gene. 

Fig. 2. Alignment of ORE 23 and the L. lactis subsp. cremoris c2 lysin 
(c2). Identical amino acid residues are indicated with asterisks, 
conserved changes by dots. 

Fig. 3. Nucleotide sequence of a 1200 bp DNA fragment of Rl-t carrying 
lytP and lytE as represented in sequence id no 5- Hie deduced amino acid 
sequences of lytP and lytR are indicated in sequence id no 6 and 7 
respectively. The putative ribosomal binding sites (RBS) are underlined. 
Asterisks represent stop codons. The stem-loop structure downstream of 
lytS is indicated by solid arrows. 

Fig. H. Analysis of the lytic activity of the lytR gene product. Cell 
free extracts of E. coU cells carrying the plasmid pAG58 (lanes 1 and 2) 
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or PAG38R (lanes 3 and ^) were obtained two hours after the addition of 
IPTG. Abbreviatims: ni, non-induced; i, induced. Th arrow indicates the 
position of a clearing zone as a result of lytic activity exhibited by 
the lytE gene product. 

Fig. 5. A) Deduced amino acid sequence of the lytP gene product (sequence 
id no 6). Predicted transmembrane segments are indicated by bars, the 
predicted 5-tum region by t's. Charged amino acid residues are indicated 
♦ or -, depending on the sign of the charge. 

B) Topological model of LytP based on the computer predictions. 
Ttie membrane-spanning amino acids are indicated. 

Fig. 6. A) The effect of expression of lytP. lytS, or the combination of 
lytP and lytS on the optical density of E. eoli HCIOOO cells. Optical 
density measurements of E. colt cells carrying either pAG58 (a). pAG58R 
(b). PAG58P (c) or PAG58PR (d). with (•) or without (o) the addition of 
the inducer (IPTG) are indicated as a function of time. The time scale is 
in hours before and after the time of induction (indicated by arrow). 

B) The number of colony forming units per ml of E. eoli cells 
carrying either pAG58 (empty bars), pAG58R (checkered bars), pAG58P 
(hatched bars), or pAG58PR (filled bars) before (left diagram), and after 
two hours after induction (right diagram). 

Fig. 7, The effect of the induced expression of lyt?, lytH, or the 
combination of lytP and lytS on the optical density of L. Iacti3 subsp. 
cremoris LL302 cells. Optical density measurements of induced L. lactis 
cells carrying either pIR12 (•). pIRlP (a), pIRlR (a), or pIRlPR (o) 
respectively, are indicated as a function of growth. The optical density 
(OD) measurements of L. lactis carrying pIRlPR. not exposed to mitomycin 
C, are represented by (•). Time scale is in hours after the time of 
Induction with mitomycin C (1 pg/ml). 

The invention is illustrated by a draft publication, which is 
given below. 

Inducible lysis of Laetoeoeeus lactis mediated by the lactococcus lactis 
snbsp. cremoris bacteriophage Rl-t lysis functions. 

SimiARY 

This work describes the involvement of two genes of the 
temperate lactococcus lactis subsp. cremoris bacterlophag Rl-t. lytB and 
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lytP, in the lysis of its host. The gene product of lytR exhibits lytic 
activity as it hydrolysed mcrococcus lysodeikticus autoclaved cell 
walls. The gene product f lytP is required in conjunction with lytR to 
obtain efficient lysis in vivo in Esehertchia coli as was shown by 
induction studies monitoring the optical density as a oeasure of cell 
lysis: expression of lytH alone did not cause significant lysis of E. 
eoH cells whereas simultaneous expression of lyt? and lytK caused lysis 
of this bacterium, LytP therefore seems to have a similar function as the 
S protein of the E. coli phage lambda, i.e. rendering the murein 
substrate accessible to the lysin. 

Both lyt? and lytn were subdoned in an inducible expression-vector for 
L. lactis. Induction of both genes in L. lactis was shown to result in 
cell lysis as monitored by a decrease in optical density. 

INTRODXTKM 

Host cell lysis by temperate bacteriophages is accomplished by 
at least two fundamentally different mechanisms (30) . The small single- 
stranded DNA phage <j>Xl7i» encodes a protein which forms a channel to 
transport complete phage particles from the cytoplasm of the host to the 
environment {H, 7, 2?). However, most of the known phages encode an 
enzyme with murein-degrading activity. These so-called lysins cause 
breakdown of the peptidoglycan layer which is followed by lysis of the 
host and the release of the phage particles. 

Lysins of bacteriophages of Gran-negative bacteria so-far 
characterized lack a signal sequence needed for see-dependent transport 
across the inner membrane. A second lysis function, encoded by a gene 
located immediately upstream of the lysin gene, is required for efficient 
lysis. This gene encodes a so-called holin which is believed to form 
holes in the cell membrane, thereby rendering the murein substrate 
accessible to the lysin (30). 

Until recently it was believed that in Gram-positive bacteria, 
phage-mediated lysis was solely accomplished through the action of a 
phage-encoded lysin. Transit of the phage-encoded lysin across the 
■embrane was thought to occur via the general secretory route. However, 
the observation that a signal sequence required for this type of 
transport is absent in many of the identified lysins. raised the question 
how the murein-degrading activity gains access to the cell wall. There is 
now growing support for the idea that many of these phages require a 
second function for lysis of their Gram-positive host. Recently it was 
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shown that the Bacillus subtilis phage (t>29. gene l4, situated iiDmediately 
upstream of the lysin gene, specifies a protein required for efficient 
release of the phag lysin to the substrat -containing environment (20) . 
Sequence analysis of the complete L. laetis subsp. cremoris bacteriophage 
5 Rl-t genome has revealed the presence of an open reading frame (ORF) 

similar to several lysins of other bacteriophages. In this work we show 
that the corresponding gene, designated lytR, indeed encodes a protein 
with cell wall degrading activity in vitro, 

10 

Table 1. Bacterial strains, plasmids and bacteriophage 



15 



relevant features reference 



Bacterial strains 



20 



25 



L« lactis subsp. cremoris 

LL302 MGI363 carrying the pWVOl repA gene on the 
chromosome to ensure efficient replication 



E, coli 
MClOOO 

Plasmids 



araD139, AZacx74. A(apa, leu)7697, galV. galK. strA 



This work 
3 



30 



35 



^5 



50 



puci8 

pXNB 

PAG58 

pAG58P 

PAG58R 

PAG58PR 

PUCI8P 

pUCl8R 

PUC18PR 

pIR12 

pIRlP 

pIRlR 

pIRlPR 



Ap' 28 
Ap'; pUCl8 derivative, containing a 4.1-kb X2>aI/WicI-fragment of 

phage Rl-t This work 

Ap*"; Cm' 8 

Ap*"; Cm'; pAG58 derivative carrying lytP This work 

Ap^ Cm''; pAG58 derivative carrying lytR This work 

Em^ Cm''; pAG58 derivative carrying lytP and lytE This work 

Ap*"; pUCl8 derivative carrying lytP This work 

Ap'; pUCl8 derivative carrying lytE This work 

App pUCl8 derivative carrying lytP and lytS This work 

Em"^; carrying the regulatory region of Rl-t This work 

Em''; pIR12 derivative carrying lytP This work 

Em''; pIR12 derivative carrying lytR This work 

Em'; pIR12 derivative carrying lytP and lytP This work 



Bacteriophage 



Rl-t 



type P335. small isometric lactococcal phage, isolated from 

L, lactis subsp. cremoris Rl 9. 11 



Em', Ap'. and Cm' represent resistances to erythromycin, ampicillin. and 
chloramphenicol , respectively . 
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With the us of two species-specific inducible expression 
systems w show that LytR requires an additional gene product « specified 
by lytP upstr am of lytR. for efficient in vivo lysis of E. coli and I. 
lactis. 

MATERIALS AND METHODS 

Bacterial strains, phage, plasmids. and media 

The bacterial strains, phage and plasmids used in this study 
are listed in Table 1. 

E. coli was grown in TY broth (17) or on TY broth solidified with 1.5% 
agar. L. lactis was grown in glucose Ml? broth (21). or on glucose Ml? 
agar. Erythromycin was used at 100 pg/ml and 5 pg/ml for E. coli and L. 
lactis, respectively. For £. coli, ampicillin and chloramphenicol were 
used at a concentration of 100 yg/ol and 5 pg/ml, respectively. 

DMA techniques 

Plasmid DNA was isolated essentially by the method of Bimboim 
and Doly (1). Restriction enzymes, Klenow enzyme, Tk DNA ligase, and T^ 
DNA polymerase were obtained from Boehringer GmbH (Mannheim, Germany) and 
used according to the instructions of the supplier. Synthetic 
oligonucleotides were synthesized using an Applied Biosystems 38IA DNA 
synthesizer (Applied Biosystems Inc., Foster City. Calif.). Polymerase 
chain reactions were performed using Vent polymerase (New England Biolabs 
Inc., Beverly, MA.). Samples were heated to 9^ •C for 2 min. after irfiich 
target DNA was amplified in 25 subsequent cycles under the following 
conditions: 9^ •C for 1 min; 50 *€ for 2 min; 73 for 1 min. The 
primers used for amplification are listed in Table 2 and sequence id no 
1-4 of the Sequence Listing. £. coli was used as a host for obtaining 
recombinant plasmids. Transformation of E. coZi* was performed by the 
method of Mandel and Riga (12). Plasmids were introduced in L. lactis 
subsp. cremoTis LL302, which contains a copy of the pWVOl repA gene on 
the chromosome to ensure efficient replication, by means of 
electroporation (23). DNA and protein sequences were analyzed using the 
programs developed by Staden (I9). Analysis of the LytP protein was 
computed with the PC/Gene program (version 6.7; IntelliGenetics, Inc., 
Geneva, Switzerland) using the membrane spanning domain search program 
SOAP, or the B-tum search program BETATURN. 
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Table 2. 


Primers used for amplification of lytP and lytB 


primer 


DNA sequence (5'->3*) 


Lytl 


AAMCCCGGGAACCTTGltXlACAGCAGTGATTGGTrCAACG 


Lyt2 


TTCTACSAAGCTTGCATGCCCCTTCTT^^ 


Lyt3 


AAAACCCGGGAACKriTGTCGACGATAATACAGCAAGCCTAGTC 


Lyt4 


ririivi AGAAGCTTGCATGCGAAGCGGGGTrAAm 


H^ndlll 


(AAGCTT). Sphl (GCATGC) . and Sail (GTCGAC) restriction enzyme 


sites are depicted boldfaced. 



IPTG and mitomycin C induction 

Overnight cultures were diluted hundred- fold in fresh glucose 
M17 medium (I. lactis) or TY medium supplemented with 0.3% glucose (£. 
coli) and grown until the culture reached an OD6OO of O.3 at which point 
isopropyl-B-D-thiolgalactopyranoside (IPTG) or mitomycin C (Sigma 
Chemical. Co.. St. Louis, Mo.) was added to a final concentration of 5mM or 
1 pg/ml, respectively. Before the addition of IPTG, E. eoli cells were 
collected by centrifugation and resuspended in an equal volume of TY 
medium without additional glucose. 

Lytic activity assay 

The lytic activity assay was performed essentially as described 
by Potvin et al. (15) with some minor adjustments as reported by Buist et 
al. (2). 

Plasmid constructions 

The lytP and lytR containing fragments of the Rl-t genome were 
amplified using polymerase chain reactions (PCR's). A 4.1-kb Xbal/Nhel 
fragment of the Rl-t genome containing both lytP and lytn was subcloned 
in the unique Xbal site of pUCl8 resulting in the plasmid pXNB. Using 
pXNB as a template, amplification with three different primer 
combinations (lytl-lyt2, Iyt3-lyt4, and lytl-lyt**; see Fig. lA) yielded 
three DNA fragments carrying ither lytP, lytR. or the combined lytP and 
lytE. respectively. Following digestion with Sphl and HindlU these three 
PCR products were subcloned in H£ndIII and 5phl restricted pAG58, which 
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resulted in plasoids pAG58P, pAG38R. and pAG58PR, carrying lytP. Ij/tH, 
and the combined lytP and lytR. respectively, under the control of the 
IPTG inducible P.p.e promoter (Fig* IB). For lysis studies in L. laetis 
plasmids pAG38P, pAG58R and pAG38PR were first restricted with 5phl and 
5 Sail. Subsequently, the DNA fragments, carrying lytP, LytP and the 
combination of lytP and LytP, were first subcloned in Sphl/Sall-cut 
pUClB. The Hindi! /Hindlll fragments of these three constructs, designated . 
pUCl8P, pUCl8R, and pUCl8PR, were cloned in the ^^uI and Hindlll sites of 
pIR12, resulting in the plasmids pIRlP, pIRlR, and pIRlPR, containing 

10 lytP. ItytRt and both lytP and lytP, respectively, under the 

transcriptional control of the Rl-t promoter-operator region (Fig. 4B). 
These plasmids were transformed to L. tact is subsp. lactis strain LL302 
which contains a copy of the pWVOl repA gene on the chromosome to ensure 
efficient replication of pWVOl-derived plasmids. 

15 The construction of plasmid pIR12 was described in a co-pending 

application EP-942OI353.3, filed on the sane date entitled: Process for 
the lysis of a culture of lactic acid bacteria by means of a lysin* and 
uses of the resulting lysed culture, the specification of which is 
incorporated herein by reference. 

20 

RESULTS 

Cloning and sequence analysis of the Rl-t lysis functions. 

The switch from lysogenic to lytic life cycle of the temperate 
L. lactis subsp. cremoris phage Rl-t will ultimately result in host cell 

25 lysis caused by phage-encoded lysis function(s), followed by the release 
of phage particles. Inspection of the DNA sequence of Rl-t revealed that 
ORF 23, iirtiich specifies a protein of 270 amino acids with a calculated 
molecular wei^t of 30,21^1 Da, shows significant similarity with the 
lysin genes of the L. lactis bacteriophages c2 (sequence id no 8) and 

30 <|)ML3 (26. 18). The similarity between the deduced amino acid sequence of 
ORF 23 with the c2 lysin is shown in Figure 2. Moreover, ORF 23 specifies 
an amino acid sequence similar to the amino acid sequences of the N- 
terminal portions of the amidase Hbl of the Streptococcus pneumoniae 
bacteriophage HB-3 (I6). and the 5. pneumoniae LytA autolysin (5). 

35 Therefore. ORF 23. hereafter designated lytP (Fig. 3) (sequence id no 7), 
is a likely candidate for the phage-encoded lysin gene. This was not to 
be predicted as is apparent from the previously cited Young reference. 

To test this supposition, lytP was cloned into the IPTG 
inducible expression-vector pAG58. resulting in pAG58R (Fig. IB). Cell- 
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fre extracts of E. coli cells containing pAG58R were assayed for lytic 
activity on an SDS-polyacrylamide gel in which Hieroeoecus lysodeiktieus 
autoclaved cell walls were co-polymerized. After staining of the cell 
wall-containing gel with methylene blue, a clearing zone is expected at 
positions corresponding to lytic proteins due to the breakdom of 
incorporated cell walls. As shown in Figure ^, in cell free extracts of 
pAG58-containing E. coli cells a clearing zone was absent at the position 
corresponding to a protein with the expected molecular wei^t of the 
lt/tl?-encoded protein. Cell free extracts of pAG58R-containing cells, 
however, gave rise to a clearing zone at the exp>ected position. A weak 
clearing zone was obtained with cell free extracts of uninduced cells due 
to limited expression of the lytR gene. Cell free extracts of induced 
pAG58R-containing cells showed an extended clearing zone, which became 
very large in extracts obtained two hours after induction. 

According to the rules of Von Hei jne (25) , LytR does not seem 
to contain a signal sequence specific for secreted proteins using the 
sec-dependent transport system. This apparent lack of a signal sequence 
has also been observed in lysins of other bacteriophages of both Gram- 
negative and Gram-positive bacteria. For host cell lysis to occur these 
phages require a protein that forms holes in the cytoplasmic membrane to 
render the host cell peptidoglycan layer accessible to the lysin (30). 
ORF 22, which is situated upstream of lytR, specifies a protein of 75 
amino acids with a predicted molecular weight of 7.688 Da (sequence id no 
6). Althougji the predicted amino acid sequence shows no similarity with 
the putative hole- forming proteins of other phages, computer analysis of 
the protein product of ORF 22, designated hereafter as lytP, predicted 
structural similarities with these proteins. Computer analysis revealed 
that the protein, specified by lytP, has a high probability of containing 
a pair of transmembrane domains, separated by a sequence with a high 
probability of adopting a beta turn conformation (Fig. 5). In addition it 
contains a charged C terminus and is hi^ly hydrophobic. Therefore, this 
protein mi^t function as a pore-forming protein required for the release 
across the cytoplasmic membrane of the Rl-t encoded LytR. 

LytP and lytR are required for lysis in Escherichia coli 

To determine whether the lytP and lytR gene products are 
involved in host cell lysis, lytP. lytR, and the combination of lytP and 
lytR were subcloned in the inducible expression- vector pAG58, resulting 
in pAG58P. PAG58R and pAG58PR, respectively (Fig. IB). Induction studies 
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were perforned with £. coli MClOOO carrying these plasmids to examine the 
eff cts of the expression of the cloned genes on th optical density of 
the cells (Fig. 6A). Induction of lytH expression did not cause any lysis 
of pAG58R-containing E. coli cells as was determined by optical density 
measurements. The induction of lytP expression, however, almost 
immediately halted the increase in the optical density of pAOSSP- 
containing cells. The expression of both lytP and lytS in £. coU caused 
lysis. Lysis occurred almost immediately after the addition of IPTG to 
pAG58PR-containing cells, as was demonstrated by the decrease in optical 
density *rt»ich was associated with a dramatic decrease in colony forming 
units (CPU's) as compared to the uninduced control (Fig. 6B). No 
significant difference in CPU's between cells carrying pAG58 and pAG58R 
was observed. However, the induction of lytP had a significant effect on 
the viability of pAG58P-containing cells. The number of CPU's dropped 
more than 200-fold within two hours. 

Expression of lytP and lytll in Laetoeoeeus laetts 

In order to examine the effects of the expression of either 
lytP. lytB or the combined lytP and lytS on the optical density of L. 
lactis cells, plasmids pIRlP, piRlR. and pIRlPR were constructed (Fig. 
IB). Transcription of lytP. lytR. and both lytP and lytB in these 
plasmids Is controlled by the regulatory region of phage Rl-t. which 
incorporates the gene specifying the repressor (rro) of Rl-t in addition 
to its cognate operator region (see Pig. IB) . Expression was induced by 
the addition of the DNA damaging substance mitomycin C. Induction studies 
were performed with L. lactis subsp. cremoris LL302 cells carrying the 
plasmids described above. Figure 7 shows that the addition of mitomycin C 
to I. lactis cells carrying pIRl2 slows down the Increase in optical 
density similar to pIRlP-containing L. lactis cells. The addition of 
mitomycin C to genetically non-modified lactococci caused lysis of a 
small portion of the cells (results not shown). The expression of lytB as 
well as the simultaneous expression of lytP and lytB led to a decrease in 
optical density, as compared to pIR12-containing cells to which mitomycin 
C had been added, indicating cell lysis. 

DISCUSSION 

We recently determined the nucleotide sequence of the temperate 
I. lactis subsp. cremoris bacteriophage Rl-t. On the basis of the 
similarity of the deduced amino acid sequence with various (auto)lyains 
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we postulated that ORF 23. designated lytR. could specify the phage- 
encoded lysin. The lytB gene product would consist of 270 amino acids 
with an estimated molecular weight of 30,214 Da. By assaying c 11-free 
extracts of £. coli cells expressing lytE, it was shown that lytE indeed 
specified a protein with lytic activity. 

The similarity of LytR is mainly limited to the C-terminal 
parts of the lysins of the lactococcal bacteriophages c2 and <^ML3, 
whereas the N- terminal part of LytR is similar to the amino acid sequence 
of the N-terminal portion of the 5. pneumoniae LytA autolysin. It has 
been proposed that LytA consists of two functional modules (16), the C- 
terminal domain specifying the binding site to the murein substrate and 
the N-terminal domain determining the specificity of the enzyme. Since 
LytA is an ?l^racetylmuramoyl*L-alanine amidase (6). it is tempting to 
speculate that LytR is also an iV-acetylmuramoyl-L-alanine amidase. 

Because of the lack of an apparent signal peptide, we 
hypothesized that, like many other phage-encoded lysins, LytR needs an 
additional factor in order to gain access to the cell wall. ORF 22, 
designated lytP. which is situated immediately upstream of lytB, can 
specify a protein of 75 amino acids with the characteristics of a so- 
called holin which, for other phages, was shown to render the murein 
substrate accessible to lysins which lack a signal peptide (30) . 

This hypothesis was corroborated by the observation that the 
expression of lytP is indeed needed for efficient lysis of E. colt in 
vivo. In fact, induction of lytn expression did not result in lysis of E. 
coli. However, E. coli did lyse when, in addition to lytff, lyt? was also 
expressed. From these results it was concluded that the transit of LytR 
across the inner membrane is dependent on the lyt? gene product. The 
induction of solely lyt? almost immediately halted the increase in 
optical density and had a dramatic effect on the viability of the induced 
cells. This is probably caused by the spontaneous insertion of the 
protein into the lipid bilayer, inducing nonspecific lesions in the inner 
membrane and thereby dissipating the membrane potential (20) . Presumably 
LytP forms pores in the cytoplasmic membrane, thus allowing LytR to gain 
access to the cell wall. 

An inducible expression system for Lactococci recently 
developed in our laboratory , made it possible to examine the effects of 
expression of lyt?. lytB. and th combined lyt? and lytll in L. lactis. 
Expression of the combined lyt? and lytit in L. lactis resulted in lysis 
of the cells. In contrast to E. coli. lysis was also observed when only 
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lytR was expressed. Lysis of cells solely expressing lytE is probably 
caused by the combined effect of mitomycin C and LytR: Since mitomycin C 
lyses a small proportion of the cells (results not shown), LytR is 
extruded in the medium, thus acting upon the cell wall from without, and 
5 masking the additional requirement for LytP to effect lysis as was the 
case in E. coif. 

For bacteriophages of both Gram-negative and Gram-positive 
bacteria, a system based on a murein hydrolase and a second protein 
required for the access of the hydrolase to its murein substrate • seems 

10 to be a general phenomenon in lysis strategies. Recently it was shown 
that, in addition to the B. subtiUs phage 4>29-encoded lysin* efficient 
lysis of E« eoli also required the gene 14 product. Also several 
lactococcal bacteriophages seem to encode an additional factor needed for 
host cell lysis. On the basis of structural similarity, it has been 

15 postulated that the bacteriophages c2 and ^ML3 encode a holin (26, 30). 
The deduced amino acid sequence of 0RF2 of the virulent bacteriophage 
4>U53. isolated from L. lactis SKll (1^), also shares the characteristic 
structural traits of a holin, making it likely that it is involved in the 
translation of the phage-encoded lysin, LytA. This report, however, 

20 proves for the first time that a Lactococcus-specified holin is required 
for phage-induced lysis. 

DRAFT PUBLICATION 2 

25 DevelQpnent of a food-grade, themo-lnducible lysis system using the 

regulatory region and lysis functions of the temperate Laetoeoeeus laetis 
subsp. eremoris bacteriophage Rl-t. 

Introduction 

30 

The system is based on the food-grade removal of most of the 
genomic DNA of a temperate lactococcal bacteriophage in such a way that 
an inducible regulatory region of the temperate bacteriophage is directly 
placed upstream of the lysis functions encoded by the prophage. As an 
35 example of the general applicability of this strategy to any prophage 

with a similar genetic structure, bacteriophage Rl-t was taken. To obtain 
the desired deletion, plasmid pBTSl was constructed (Figure 8). In the 
future pBTS2 will be constructed in which rro is replaced by rro" and 
therefore can be used to make this system thermo- inducible. 
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Experimental procedures 

Bacterial strains, phage, plasmids, and media 

The bacterial strains, phage, and plasmids used in this study 
are listed in Table 3- Escherichia coli JMlOl was grown in TV broth 
(Rottlander and Trautner, 1970) with vigorous agitation, or on TY agar, 
at 37 *C. When needed, ampicillin, isopropyl-6-D-thiogalactopyranoside 
(IPTG) and 5-bromo-^-chloro-3-indolyl fi-galactopyranoside (X-gal) (all 
from Sigma Chemical Co., St. Louis, MO.) were used at concentrations of 
100 pg/ml. ImM and 0.002% (wt/vol). respectively. I. lactis subsp. 
cremoris was grown in M17 broth (Terzaghi and Sandine. 1975). or on M17 
agar, supplemented with 0.5% glucose or lactose at 30 'C. When 
appropriate, erythromycin (Boehringer Mannheim. CSmbH, CSermany) and X-gal 
were used at concentrations of 5 Pg/ol and O.OO^J! (wt/vol), respectively. 

General DM techniques and transformation 

General DNA techniques were performed as described by Sambrook 
et al. (1989). Plasmid DNA was isolated by the method of Bimboim and 
Doly (1979) and by using QIAGEN Midi-Plasmid isolation columns (Qiagen 
Inc.Chatsworth, Ca.). Restriction enzymes, alkaline phosphatase and T4 
DNA ligase were obtained from Boehringer Mannheim and were used according 
to the instructions of the supplier. Transformation of E. coli was 
performed as described by Nandel and Higa (1970). L. lactis LLIO8 was 
transformed by electroporation using a Gene Pulser (Bio-Rad Laboratories, 
Richmond, Calif.), as described by Holo and Nes (1989) with the 
modifications suggested by Leenhouts and Venema (1993). Electroporation 
of I. lactis Rl, RI31 and RIKIO was done as decribed by van der Lelie et 
al. (1988). Oligonucleotides were synthesized using an Applied Biosystems 
38IA DNA synthesizer (Applied Biosystems, Inc., Foster City. Calif.). 
Polymerase chain reactions (PCR's) were performed using Vent polymerase 
(New England Biolabs. Inc.. Beverly, MA.). After heating of the samples 
to 9^ 'C for two minutes, target DNA was amplified in 30 subsequent 
cycles under the following conditions: 3^ "C for 1 min; 50 "C for 2 min; 
73 "C for 3 min. PCR fragments were purified using the QIAEX DNA Gel 
Extraction Kit (Qiagen Inc.). 
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Isolation of Rl-t phage particles and DNA . 

An overnight culture of L. lactis Rl was diluted hundred-fold 
in 300 ml fresh lactose N17 medium and grown until the culture reached an 
3 0D600 of 0.8 at which point mitomycin C (Sigma) was added to a final 

concentration of 2-5 pg/ml. Incubation at 30 'C was continued in the dark 
until lysis occurred. Cells debris was removed by centrifugation for 10 
min at 6OOO rpm. Phage particles were precipitated by incubation with 
NaCl (O.5 M) and polyethylene glycol 6OOO (10 % [wt/vol]) for three hours 
10 on ice and purified by a CsCl step gradient as described by Sambrook et 
al. (1989)« The bacteriophage Rl-t suspension was dialysed against 
several changes of 15O mN NaCl, 15 mN trisodiumcitrate. Phage DNA was 
obtained by extracting the suspension twice with phenol. The DNA solution 
was subsequently dialysed against 10 mM Tris-HCl/1 mN EDTA. pH 8.0. 

15 

Sequencing attB-sites 

The attachment sites attL and attE of the bacteriophage Rl-t 
lysogen L. lactis Rl were determined by means of cycle sequencing using 

20 the Circumvent Thermal Cycle Dideoxy DNA Sequencing Kit with Vent {exo') 
DNA Polymerase (Biolabs, New England). Primers attBL and attBR with 
flanking Xbal and PstI sites (Table 4) were used for cloning the attB 
site of L. lactis MGI363. The 272-bp PGR fragment obtained with attBL and 
attBR was cut with Xbal and PstI and cloned in the Xbal/Pstl sites of 

25 pUCl8 and sequenced using the dideoxy-chain-termination method (Sanger et 
al., 1977) and the T7 sequencing kit (Pharmacia AB. Uppsala, Sweden). 

Phage titve determination 

30 Supernatant taken from L. lactis RI3I was diluted in 1 mM MgSO^. 

The indicator strain L. lactis RIKIO was grown in GMI7 until the OD6OO 
was 0.7. 2 ml of culture were centrifuged and cells were resuspended in 2 
ml 1 nM MgSO^. An aliquot of 100 pi diluted phage-particles were added to 
200 pi cells. After incubation at room temperature for 20 minutes 3 ml 

35 Top agar (0.7% C3M17 agar, 0.25% glycine, 10 mM CaCl^) were added, mixed, 
and poored on a GMI7 agar-plate (1.5%) containing glycine (0.25%) and 
CaCl2 (10 bM). The plates were incubated overnight at 30 'C and the 
number of plaques were determined. 
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Belysogenisation of L. laetis BIKIQ 

After infection of L. laetis RIKIO with Rl-t phage particles, 
turbid plaques will be picked and tested for their ability to give UV- 
induction of prophage. Centrifuged cells of exponentially growing 
cultures will be resuspended in 1 ml 1 mM MgSO^ and irradiated with a 
Mineralight u,v. lamp (model UVG-S'^. 254 nm, 3.2 Jm-2s-l: Ultra-violet 
Products Inc.) for 10 seconds, then 1 ml 2 times GMI7 ♦ 10 mM CaCl2 will 
be added. The culture will be incubated at 30 'C until lysis occurs. 

mtomycin C induction 

Ovemi^t cultures of L. laetis were diluted hundred- fold in 
fresh glucose M17 medium and grown until an OD6OO of O.3 at which point 
mitomycin C was added to a final concentration of 1 yg/ml. 

Plasmid constructions 

The plasmid pORIRlPR was constructed in L. laetis by subcloning 
the 2864-bp EcoRI/5phI- fragment of pIRlPR into pORI280 restricted with 
£coRI and Sphl (Figure 8) . Homology analysis showed that ORF 25 of the 
Rl-t genome shared 98X identity with the integrase-gene of bacteriophage 
phi LC3 (Lillehaug and Birkeland. 1993) and was therefore called intR. 
The intR region was amplified with flanking Sacl and Xbal sites using PCR 
and primers intl and int2 (Table ^) . Plasmid pUClSint was constructed by 
cloning the resulting 1326-bp PCR-fragment digested with Sacl and Xlkil 
into the Sael/Xbal sites of pUCl8. A KAj-bp Hindll fragment of pUClSlnt. 
which contains the 5 '-truncated intR, was subcloned into the alkaline 
phosphatase- treated 5mal-site of pUCl8. Both the resulting plasmid 
pUClSlntd and pUClSint were constructed in E.coli JMlOl (Figure 9). The 
5 '-truncated intR was cut out of pUCl8lntd with EcoRl and BamHl and 
subcloned in the EcoRI and BomHI sites of pORRlPR, resulting in pBTSl 
(Figure 8). The latter construction was done in L. laetis LL108. 

In the future no will be replaced by rro^* when this 
temperature inducible repressor is available. This will be done by 
replacing the 9'»6-bp iVcoI-£coRI fragment of pBTSl with the comparable 
fragment containing rpo". This will result in pBTS2. Plasmid pIRl4 
deposited at the Centraal Bureau voor Schimmelcultures in Baam, The 
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Netherlands comprises such a temperature sensitive rro. A detailed 
description is given in European Patent Application 94201353*8. 



Results 

5 

Plasmid pBTSl was introduced in L. lactis LL108. As can be seen 
in figure 10. pBTSl is still able to give inducible lysis after mitomycin 
C induction. 

The initial idea was to introduce pBTSl in L. lactis Rl. As 

10 pBTSl cannot replicate in L. lactis (it lacks the gene for the plasmid 
replication protein RepA) it will integrate into the chromosome of Rl 
under selective conditions. The integration will take place at either of 
three homologous regions: the intE-region (A), the regulatory- region (B) 
or the region of the lytic functions (C) (Figure 11). With appropriate 

13 primer-sets the place of integration can be distinguished (Table 3 and 
Figure 11). After the first recombination step in the regions A or C. a 
second recombination step in the region C or A, respectively, will delete 
the whole prophage and plasmid from the chromosome of strain Rl, except 
for the desired functions. These two recombination steps will place the 

20 lytic functions directly under control of the regulatory region of Rl-t, 
in a one copy situation at a well defined and stable place in the 
chromosome of L. lactis. If the integration takes place in region B 
(regulatory region), the second recombination step will not result in the 
substitution of intE and rro for the 3' -truncated intE and rro^* (future 

25 wortc), respectively. The integrase deletion is needed to prevent intE 
catalysed excision. 

Because of the extremely low transformation efficiency of L. 
lactis Rl (less than 1 trans formant/pg pVE6007) we tried to cure the 
strain of its natural plasmids. We succeeded in curing two plasmids of 

30 approximately 50 kb and 2 kb, by growing L. lactis Rl on glucose and 

incubation at 37 *C. The resulting strain L. lactis RI31 was shown by UV- 
induction to still contain Rl-t prophage. 

Sofar we have not succeeded in introducing pBTSl into L. lactis 
RI3I. It appears that the prophage is induced after the electroporation. 

35 This, together with the presence of MgClj and CaCl^ in the recovery 
medium, makes the cells lyse (Table 6). 

Therefore, we are currently trying to obtain the pBTSl 
integrant by two additional strategies. Firstly, pBTSl and pVE6007 will 
be introduced together in L. lactis RIKIO. pVE6007 encodes a temperature 



wo 9501562 



PCT/NL95AH)17I 



24 

sensitive RepA protein enabling pBTSl to replicate. After 
relysogenisation of the resulting double trans formant with phage Rl<-t, 
pBTSl will integrate into the chronosome when raising the temperature to 
37 'C. The second way to obtain a 'food-grade' inducible lysis system is 
5 to introduce pBTSl and pVESOO? together in I. lactis MGI363. The attB- 

region of this strain has been sequenced and appeared to have an homology 
of 99?^ with the attB-region of L. lactis RIKIO (Figure 12). L. lactis 
MGI363 will be transformed with Rl-t DNA ligated at its cos-sites. After 
^nt/?-catalysed integration of the Rl-t chromosome into the attachment 
10 site of MGI363 (Figure 12), pBTSl can integrate when raising the 
temperature to 37 *C. 
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Figure legends 
Figure 8 

5 Cloning scheme for the construction of pBTSl. EntR. erythromycin 

resistance gene; rro, Rl-t repressor gene; po, promoter ( pi /p2) /operator 
region from bacteriophage Rl-t; tec, topological equivalent of lambda 
CTo; lytP, Rl-t holin gene; lytR, Rl-t lysin gene; T, transcription 
terminator of prtP; ORI*, origin of replication of the lactococcal 
10 plasmid pWVOl; p32, promoter sequence of 0RF32 of L. lac t is; lacZ, 6- 
galactosidase gene of £. coli; 'intE. 5* -truncated Rl-t integrase gene; 
amp. ampicillin resistance gene. Only relevant restriction enzyme sites 
are shown. 

15 Figure 9 

Cloning scheme for the construction of pUClSlntd in which the 
integrase gene of bacteriophage Rl-t is 5 '-truncated. intR. Rl-t 
integrase gene; lacZ, 6-galactosidase gene of E. coli; amp. ampicillin 
resistance gene; 'intR, 5 '-truncated Rl-t integrase gene. Only relevant 
20 restriction enzyme sites are shown. 

Figure 10 

Effect of mitomycin C on 0D600 of L. lactis LL108 containing 
pORI13 (Leenhouts and Venema. 1993) (open square) and pBTSl (filled 
25 triangle). The cultures were induced with 1 pg/ml mitomycin C at time 
zero (dotted line). 

Figure 11 

Schematic representation of the food-grade removal of most of 
30 the genomic DNA of Rl-t prophage in such a way that the inducible 

regulatory region of the temperate bacteriophage is directly placed 
upstream of the lysis functions encoded by the prophage. As an example, 
the integration of pBTSl in the integrase gene is depicted and the second 
recombination occurs in the region of the lytic functions. 
35 (A)» integrase- region; (B). regulatory-region; (C) . region of the lytic 
functions; attR, 'right' phage-host junction; intR, Rl-t integrase gene; 
pro. Rl-t repressor gene; tee, topological equivalent of lambda cvo; 
PROPHAGE, genomic DNA of Rl-t prophage; lytP. Rl-t holin gene; lytR, Rl-t 
lysin gene; attL. 'left' phage-host Junction; EmR, erythromycin resis- 
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tance gene; lacZ, B-galactosidase gene of £. coli; *intE. 5' -truncated 
Rl-t integrase gene. The genes derived from the plasmid pBTSl are shaded. 
The primers: attBR, RlOO, attBL and MO are listed in tabl k. 

Fignre 12 

Comparison of the attB regions of L. lactis RIKIO and MGI363. 
The attB site is shaded. Asterisks indicate identical nucleotides. 

TABLE 3. Bacttrial strains, phages, and plasmid 



Bacterial strain* phage 
or plasmid 



Relevant 
charaaeristic(s) 



Source or 
refexence 



Baaenai strains 
L lactis subsp. cremaris 
LL108 



Rl 



R131 



RlKlO 
Escherichia coli JMlOl 

Baaeriophage Rl-t 



Plasmids 
pIRlPR 
pORI280 
pORIRlPR 
pUC18 
pUClSlnt 
pUClSlnid 
pBTSl 
pVE60O7 
P0RI13 



MG1363 (plasmid-free strain) 
canying the pWVOl repA gene, 
and the Oif gene on the 
chromosome (high copy) 

Original Rl-i lysogenic L lactis Lowrie, 1974 
subsp. cremoris strain 

L lactis Rl cured of two This study 

natural plasmids 

Rl-t indicator strain lab collection 

st^E thi aQac^prcAB-) Messing, 1979 

(P traD36 praAB^ lacr lacZCMlS] 

type P335, small isometric temperate Lowrie, 1974 

laaococcal f^iage, isolated from 

L lactis subsp. cremoris Rl 



Leenhouts, unpublished results 



Em' 
Em' 
Em' 
Ap' 
Ap' 
Ap' 
Em' 
On' 
Em' 



Nauia et al., 1994*^ 
Leenhouts and Venema, 1993 
This smdy 

Yanisch-Perron ei aL, 1985 
This smdy 
This smdy 
This smdy 
Maguin et al,^ 1992 
Leenhouts and Venema. 1993 
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TABLE 4. NudeoUde sequences f FCR primers 



I^imer 


Sequence * 




mXliSacT) 


5'-GCGCii^GCIECCGCrC\AGriTGACGACAA^ 


(SEQidno 9) 




5'-<jaK3riAGAGGATAGATGTGCTITAGAT^^ 


(S£Q id DO 10) 


BtiBUXbal) 


5'-GCGCKn:AGACAGCrArrCTATCTGTrCGTAAC^ 


(SEQ id no 11) 


anBR(/^iI) 


S'-OCGCaiKIACTACCrAAGCACACGAAGGCCrAGG^ 


(SEQ id no 12) 


R40 


S'-CAAATTGGATAGTTAAGG-y 


(SEQ id no 13) 


RlOO 


S'-CrCGTGATTACTATrGG-y 


(SEQ id no 14) 



The restriction enzyme sites are underlined. 



TABLE 5. Primer-sets to check integration 



Strain 


Primer-sets'* 
anBR/RlOO 


2 

anBL/R40 


L lactis Rl 


2271 bp 




pBTSl integrated in: 






liitff-region (A) 


1687 bp 




regulatory-region (B) 


2271 bp 




iytic-region (C) 


2271 bp 


2249 bp 


After second recomb. 


1687 bp 


2249 bp 



' Primers are listed in Table 4. 



' The sizes of the expeaed PCR-fragments are given. 
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TABLE 6. Rl-t inductioa by electrical pulse 



Eiecirical 


Medium' 




OD600 of R131^ 


PFU/ml 


pulse (kV)' 




1.5 hrs 


45 hrs 


21.5 hrs 


4.5 hrs 


0 


GSM17 


0.323 


1.097 


2.248 


1.4 • lO' 


15 


GSM17 


0.228 


0.783 


2,000 


4.4 • Itf 


0 


GSM17MC 


0.242 


0.530 


1.120 


1.1 • 10* 


25 


GSM17MC 


0.190 


0.189 


0.107 


1.9 • 10' 



' Beclroporation cuvette (2-mm electrode gap): 25 |iF/200Q 

* Holo and Ness, 1989. 

* 40 Ml competent cells (van der Leiie et aL, 1988). cells harsvested at OD600 = a714 

15 



20 



25 



30 
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SEQUENCE LISTING 



PCT/NL95/0017J 



(1) GENERAL INFORMATION: 

(i) APPLICANT: 

(A) NAME: Quest International 

(B) STREET: Huizerstraatweg 28 

(C) CITY: Naarden 

(E) COUNTRY: The Netherlands 

(F) POSTAL CODE (ZIP) : GP 

(G) TELEPHONE: 02159 - 99111 

(H) TELEFAX: 02159 - 4606? 

(ii) TITLE OF INVENTION: Process for inhibiting the growth of a 

culture of lactic acid bacteria, and optionally lysing the 
bacterial cells, and uses of the resulting lysed culture. 

(iii) NUMBER OF SEQUENCES: 8 

(iv) COMPUTER READABLE FORM: 

(A) MEDIUM TYPE: Floppy disk 

(B) COMPUTER: IBM PC conpatible 

(C) OPERATING SYSTEM: PC-DOS/MS-DOS 

(D) SOFIVARE: Patentin Release #1.0, Version #1.25 (EPO) 

(v) CURRENT APPLICATION DATA: 
APPLICATION NUMBER: 

(2) INFORMATION FOR SEQ ID NO: 1: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: ^l base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: double 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: DNA (genomic) 
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(vi) ORIGINAL SOURCE: 

(A) ORGANISM: Lactococcus phage Rl-t 
(C) INDIVIDUAL ISOLATE: primer LYTl 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 1: 

AAAACCCGGG AAGCTTGTCG ACAGCAGTGA TTGGTTCAAC G 4l 



(2) INFORMATION FOR SEQ ID NO: 2: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 39 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: double 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: DNA (genomic) 

(vi) ORIGINAL SOURCE: 

(A) ORGANISM: Lactococcus phage Rl-t 
(C) INDIVIDUAL ISOLATE: primer LYT2 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 2: 

TTCTAGAAGC TTGCATGCCC CritTrmT ATTATTGAC 



(2) INFORMATION FOR SEQ ID NO: 3: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: i*3 base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: double 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: DNA (genomic) 
(vi) ORIGINAL SOURCE: 



wo 95/31562 



PCT/NL95/00171 



31 

(A) ORCSANISM: Lactococcus phage Rl-t 
(C) INDIVIDUAL ISOLATE: primer LyT3 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 3: 

AAAACCCGGG AAGCTTGTCG ACGATAATAC AGCAAGCCTA GTC ^13 

(2) INFORMATION FOR SEQ ID NO: 4: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: base pairs 

(B) TYPE: nucleic acid 

(C) STRANDEDNESS: double 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: DNA (genomic) 

(vi) ORIGINAL SOURCE: 

(A) ORGANISM: Lactococcus phage Rl-t 
(C) INDIVIDUAL ISOLATE: primer LYT^I 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 

TmrCTAGA AGCTTGCATG CGAAGCGGGG TTAATTTATC C i*l 

(2) INFORMATION FOR SEQ ID NO: 5: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 1200 base pairs 

(B) TYPE: nucleic acid 

(C) STUANDEDNESS: double 

(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: DNA (genomic) 

(vi) ORIGINAL SOURCE: 

(A) ORGANISM: Lactococcus phage Rl-t 
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(C) INDIVIDUAL ISOLATE: Fig. 3 cds lytP and cds lytR 



(ix) FEATURE: 

(A) NAME/KEY: CDS 

(B) LOCATION: 103.. 328 

(ix) FEATURE: 

(A) NAME/KEY: CDS 

(B) LOCATION: 331..1l4l 



(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 5: 

TCTACAGGTA CATGGGAAAA TATCGGTTCA GCAGTGATTO GTTCAACGAC AATATATTAT 60 

TGGAAACGAA CTGCATAAAA AATAAAAAAT AGGAGAAAGA AC ATG AAA ACA TIT 111 

Met Lys Thr Phe 
1 

TTT AAA GAT ATG GCA GAA CGT GCC ATT AAA ACA TTT GCA CAA GCA ATC l62 
Phe Lys Asp Met Ala Glu Arg Ala He Lys Thr Phe Ala Gin Ala Met 
5 10 15 20 

ATT GGC CCT TTG GGT OCT GOT GCC ACA GGC TTA ATT GGG GTT GAT TGG 210 
He Gly Ala Leu Gly Ala Gly Ala Thr Gly Leu He Gly Val Asp Trp 
25 30 35 

err CAA GCC TIG AGT ATC GCA GGG TTT GCA ACA GTG GTA TCA ATT CTT 258 
Leu Gin Ala Uu Ser He Ala Gly Phe Ala Thr Val Val Ser He Leu 
'♦O 15 50 

ACT TCA TTA GCA AGT GGG ATI CCG GGC GAT AAT ACA GCA AGC CTA GTC 306 
Thr Ser Leu Ala Ser Gly He Pro Gly Asp Asn Thr Ala Ser Leu Val 
55 60 65 

AAT AAT AAA AAA GAA GGG GAA T AA ATG ACA ATT TAG GAC AAA ACG TTC 354 
Asn Asn Lys Lys Glu Gly Glu Net Thr He Tyr Asp Lys Thr Phe 
70 75 1 5 
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CTA CTC GC5C ACA GOT CAA GCST TCG TCA CAA AAG GCG ACT AAT CGA TAT kOZ 
Leu Leu Gly Thr Gly Gin Gly Ser Ser Gin Lys Ala Ser Asn Arg Tyr 
10 15 20 



ATC GTG ATT CAC GAT AGO GCG AAT GAT AAT AAC CAA OCT GAT AAT ACT 
He Val He His Asp Thr Ala Asn Asp Asn Asn Gin Gly Asp Asn Ser 
25 30 35 no 



450 



GCC ACA AAT GAA GCG AGT TAT ATG CAC AAT AAC TGG CAA AAT GCC TAT i»98 
Ala Thr Asn Glu Ala Ser Tyr Met His Asn Asn Trp Gin Asn Ala Tyr 
"5 50 55 

ACT CAT GCC ATT GCT GGC TGG OAT AAA GTO TAT TTC CTA GGA GAA CCT 5^6 
Thr His Ala He Ala Gly Trp Asp Lys Val Tyr Leu Val Gly Glu Pro 
60 65 70 

GGA TAT GTT GCT TAT GCT GGA GGG ACT CCA GCT AAT GAA CGC TCA CCG 594 
Gly Tyr Val Ala Tyr Gly Ala Gly Ser Pro Ala Asn Glu Arg Ser Pro 
75 80 85 

TTC CAA ATC GAA CTC TCT GAG TAT TCA GAC CCA GCT AAA CAA CCT TCT 642 
Phe .Qln He Glu Leu Ser His Tyr Ser Asp Pro Ala Lys Gin Arg Ser 
90 95 100 

TCA TAT ATC AAC TAT ATC AAT GCT CTC CCT GAA CAA GCA AAA CTA TTC 
Ser Tsrr He Asn Tyr He Asn Ala Val Arg Glu Gin Ala Lys Val Phe 

110 115 120 

GCT ATC GCT err ACT err GAT GGA GGA GCT AAT GCT ATC AAA ACT CAT 
Gly He Pro Leu Thr Leu Asp Gly Ala Gly Asn Gly He Lys Thr His 
125 130 135 

AAA TGG GIT TCG GAT AAC err TCG GGA GAC GAT CAA GAG GCT TAG TCT 
Lys Trp Val Ser Asp Asn Uu Trp Gly Asp His Gin Asp Pro Tyr Ser 
I'lO 145 150 

TAT TrA ACA CGC ATT GCT ATT AGC AAA GAC CAA CTC GCC AAA GAC TTA 834 
Tyr Leu Thr Arg He Gly He Ser Lys Asp Gin Leu Ala Lys Asp Leu 
155 160 165 



690 



738 



786 



wo 95/31562 PCT/NL95/00171 

CCA AAC GOT ATT GGT GOG GCA TCG AAA TCT AAT CAA TCT AAT AAC GAT 882 
Ala Asn Gly lie Gly Gly Ala Ser Lys Ser Asn Gin Sep Asn Asn Asp 
170 175 180 

GAT TCA ACA CAC GCA ATC AAC TAC ACA CCT AAC ATG GAG GAA AAA GAA 93O 
Asp Ser Thr His Ala lie Asn Tyr Thr Pro Asn Met Glu Glu Lys Glu 
185 190 195 200 

ATG ACT TAT CTT ATT TTT GCA AAA GAC ACT AAA CGC TGG TAC ATC ACA 978 
Met Thr Tyr Leu lie Phe Ala Lys Asp Thr Lys Arg Trp Tyr He Thr 
205 210 215 

AAC GGT ATT GAA ATC CGT TAT ATC AAA ACT GGT AGA GTT CTT GGA AAT 1026 
Asn Gly He Glu He Arg Tyr He Lys Thr Gly Arg Val Leu Gly Asn 
220 225 230 

TAT CAA AAT CAA TGG TTG AAA TTC AAA CTT CCT GTG GAT ACT ATG TTC 107* 
Tyr Gin Asn Gin Trp Leu Lys Phe Lys Leu Pro Val Asp Thr Met Phe 
235 2'»0 2iJ5 

CAA CCA GAA GTC GAT AAA GAG TTT GGA ACT GGA GCA ACA AAT CCA AAT 1122 
Gin Ala Glu Val Asp Lys Glu Phe Gly Thr Gly Ala Thr Asn Pro Asn 
250 255 260 

CGT GAC ATT TCA AAA GGA T AAATTAACCC CGCTTCGGCG GGTGTTnTT II71 
Arg Asp He Ser Lys Gly 
265 270 



TAAATATAAT TTATTCAAAT AAC Ai ' lTlT 



1200 



(2) INFORMATION FOR SEQ ID NO: 6: 

(i) SEQUENCE CHARACTERISTICS: 

(A) LENGTH: 75 amino acids 

(B) TYPE: amino add 
(D) TOPOLOGY: linear 



(ii) MOLECULE TYPE: protein 
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(xl) SEQUENCE DESCRIPTION: SEQ ID NO: 6: 

Met Lys Thr Phe Phe Lys Asp Met Ala Glu Arg Ala lie Lys Thr Wie 
1 5 10 15 

Ala Gin Ala Met lie Gly Ala Leu Gly Ala Gly Ala Thr Gly Leu He 
20 25 30 

Gly Val Asp Trp Leu Gin Ala Leu Ser He Ala Gly Phe Ala Thr Val 
35 10 1|5 

Val Ser He Leu Thr Ser Leu Ala Ser Gly He Pro Gly Asp Asn Thr 
50 55 60 

Ala Ser Leu Val Asn Asn Lys Lys Glu Gly Glu 
65 70 75 

(2) INFORMATION FOR SEQ ID NO: 7: 

(i) SEQUENCE CHARACTERISTICS: 
(A) LENGTH: 270 aalno acids 
<B) TYPE: aoino acid 
(D) TOPOLOGY: linear 

(ii) MOLECULE TYPE: protein 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 7: 

Met Thr He Tyr Asp Lys Thr Phe Leu Leu Gly Thr Gly Gin Gly Ser 
1 5 10 15 

Ser Gin Lys Ala Ser Asn Arg Tyr He Val He His Asp Thr Ala Asn 
20 25 30 

Asp Asn Asn Gin Gly Asp Asn Ser Ala Thr Asn Glu Ala Ser Tyr Met 
35 HO 1,3 
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His Asn Asn Trp Gin Asn Ala Tyr Thr His Ala He Ala Gly Trp Asp 
50 55 60 

Lys Val Tyr Leu Val Gly Glu Pro Gly Tyr Val Ala Tyr Gly Ala Gly 
65 70 75 80 

Ser Pro Ala Asn Glu Arg Ser Pro Phe Gin He Glu Leu Ser His Tyr 
85 90 95 

Ser Asp Pro Ala Lys Gin Arg Ser Ser Tyr He Asn Tyr He Asn Ala 
100 105 110 

Val Arg Glu Gin Ala Lys Val Phe Gly He Pro Uu Thr Leu Asp Gly 
115 120 125 

Ala Gly Asn Gly He Lys Thr His Lys Trp Val Ser Asp Asn Leu Trp 
130 135 110 

Gly Asp His Gin Asp Pro Tyr Ser Tyr Leu Thr Arg He Gly He Ser 
^"5 150 155 160 

Lys Asp Gin Leu Ala Lys Asp Leu Ala Asn Gly He Gly Gly Ala Ser 
165 170 175 

Lys Ser Asn Gin Ser Asn Asn Asp Asp Ser Thr His Ala He Asn Tyr 
180 185 190 

Thr Pro Asn Met Glu Glu Lys Glu Met Thr Tjrr Leu He Phe Ala Lys 
195 ' 200 205 

Asp Thr Lys Arg Trp Tyr He Thr Asn Gly He Glu He Arg Tyr He 
210 215 220 

Lys Thr Gly Arg Val Leu Gly Asn Tyr Gin Asn Gin Trp Leu Lys Phe 
225 230 235 240 



Lys Leu Pro Val Asp Thr Met Phe Gin Ala Glu Val Asp Lys Glu Phe 
215 250 255 
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Gly Thr Gly Ala Thr Asn Pro Asn Arg Asp He Ser Lys Gly 
260 265 270 



(2) INFORMATION FOR SEQ ID NO: 8: 

(1) SEQUENCE CHARACTERISTICS: 

(A) iJengtH: 2^1 amino acids 

(B) TYPE: amino acid 

(C) STRANDEONESS: single 

(D) TOPOLOGY: linear 

(ii> MOLECULE TYPE: protein 

(vi) ORIGINAL SOURCE: 

(A) ORGANISM: Lactococcus lactis subsp. cremoris 
(C) INDIVIDUAL ISOLATE: Fig.2 c2 lysin 

(xi) SEQUENCE DESCRIPTION: SEQ ID NO: 8: 

Leu Phe Pro Tyr Lys Lys Thr He He He He Gly Gly Gly Asn He 
1 5 10 15 

Lys Val Ser Gin Asn Gly Leu Asn Leu lie Lys Qlu Phe Glu Gly Cys 
20 25 30 

Arg Uu Thr Ala Tyr Lys Pro Val Pro Trp Glu Gin Met Tyr Hir He 
35 40 45 

Gly Trp Gly His Tyr Gly Val Thr Ala Gly Thr Thr Trp Thr Gin Ala 
50 55 60 

Gin Ala Asp Ser Gin Leu Glu He Asp He Asn Asn Lys Tyr Ala Pro 
^ 70 75 80 

Met Val Asp Ala Tyr Val Lys Gly Lys Ala Asn Gin Asn Glu Phe Asp 
85 90 95 
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Ala Leu Val Ser Leu Ala Tyr Asn Cys Gly Asn Val Phe Val Ala Asp 
100 105 110 



Gly Trp Ala Pro Phe Ser His Ala Tyr Cys Ala Ser Met He Pro Lys 
115 120 125 

Tyr Arg Asn Ala Gly Gly Gin Val Leu Gin Gly Leu Val Arg Arg Arg 
130 135 l'»0 



10 



Gin Ala Glu Leu Asn Leu Phe Asn Lys Pro Val Ser Ser Asn Ser Asn 
145 150 155 160 



15 



Gin Asn Asn Gin Thr Gly Gly Met He Lys Net Tyr Leu He He Gly 
165 170 175 

Leu Asp Asn Ser Gly Lys Ala Lys His Trp Tyr Val Ser Asp Gly Val 
180 185 190 



Ser Val Arg His Val Arg Thr He Arg Met Leu Glu Asn Tyr Gin Asn 
20 195 200 205 

Lys Trp Ala Lys Leu Asn Leu Pro Val Asp Thr Net Phe He Ala Glu 
210 215 220 

25 He Glu Ala Glu Phe Gly Arg Lys He Asp Met Ala Ser Gly Glu Val 

225 230 235 210 

Lys 



30 
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CLAIMS 



Process for inhibiting the growth of a culture of lactic acid 

bacteria, 

which process comprises the in situ production in the cells of the lactic 
acid bacteria of a holin obtainable from bacteriophages of Gram-positive 
bacteria, esp. from bacteriophages of lactic acid bacteria, the gene 
encoding said holin being under control of a first regulatable promoter, 
said first regulatable promoter not normally being associated with the 
holin gene, said holin being capable of exerting a bacteriostatic effect 
on the cells in which it is produced by means of a system, whereby the 
cell membrane is perforated, while preferably the natural production of 
autolysin is not impaired. 

2. Process according to claim 1, which additionally comprises the 
in situ production in the cells of the lactic acid bacteria of a lysin 
obtainable from grampositive bacteria, preferably lactic acid bacteria or 
their bacteriophages, the gene encoding said lysin being under control of 
a second regulatable promoter, said second regulatable promoter not 
normally being associated with the lysin gene whereby the produced lysin 
effects lysis of the cells of the lactic acid bacteria. 

3. Process according to claim 2, in which the second regulatable 
promoter is the same as the first regulatable promoter. 

^- Process according to claim 3. in which the gene encoding the 

holin and the gene encoding the lysin are placed under control of the 
same regulatable promoter in one operon. 

5» Process according to claim 1 or 2, in which said first or 

second promoter or both are regulated by food-grade ingredients or 
parameters. 

6. Process according to claim 1 or 2, in which the culture of 

lactic acid bacteria is part of a product containing such culture. 
7- Process according to claim 6, in which the lactic acid bacteria 

culture is used for producing a fermented food product obtainable by the 
fermentative action of the lactic acid bacteria and subsequently the 
lactic acid bacteria in the fermented food product are lysed. 

8. Process according to claim 7. in which the fermented food 
product is a cheese product. 

9. Process according to claim 8, in which additi nally a cheese 
ripening st p is carried out, whereby some of the constituents after 
leaving the lysed cells will change the composition of the chees product. 
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10. Process for combatting spoiling bacteria or pathogenic 
bacteria, in which a lysed culture obtained by a proc ss as claimed in 
claim 2 is used as a bactericidal agent. 

11. Process for improving the shelf life of a consumer product, in 
which a product obtained by a process as claimed in claim 1 or 2 and 
containing free holin or free lysin or both is incorporated into said 
consumer product in such amount that in the resulting consumer product 
the growth of spoiling bacteria or pathogenic bacteria is inhibited or 
that their viability is strongly reduced. 

12. Process according to claim 11, in which the consumer product 
is selected from the group consisting of edible products, cosmetic 
products ♦ and products for cleaning fabrics, hard surfaces and human 
skin. 

13. Process for modifying a mixture of peptides, which comprises 

(1) combining a culture of lactic acid bacteria with a mixture of 
peptides obtained by proteolysis of proteins, the cells of said culture 
containing both a gene encoding a holin under control of a first 
regulatable promoter and a gene encoding a lysin under control of a 
second regulatable promoter, which second and first promoter can be the 
same, and which second and first promoters are not normally associated 
with the respective genes and 

(2) effecting induction of the promoter or promoters for producing both 
the holin and the lysin in such amounts that the cells of the lactic acid 
bacteria are lysed and the contents of the cells containing peptidases 
will modify the composition of the mixture of peptides. 

I'*. Process for modifying a mixture of peptides, which comprises 

treating a mixture of peptides obtained by proteolysis of proteins with a 
lysed culture obtained by a process according to claim 2. 

15. Process according to claim 13 or 1*4. in which the proteins 
comprise milk proteins or vegetable proteins, or both. 

16. Process according to any of the preceding claims, wherein the 
holin is encoded by a nucleic acid sequence according to any of claims 
18-20 and/or is expressed from a recombinant vector according to any of 
claims 21-24 and/or is expressed by a recombinant cell according to any 
of claims 25-2?. 

17. Process according to any of claims 2-l6, wherein the lysin has 
the amino acid sequence of sequence id no 7 or is a functional equivalent 
thereof. 
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18. A nucleic acid sequence encoding a holin derivable from a 

grampositive bacterium such as a lactic acid bacterium, in particular a 
L. lactis or a bacteriophage derivable from such a grampositive 
bacterium. 

5 19* A nucleic acid sequence according to claim I8 encoding the 

amino acid sequence of sequence id no 6 or or a functional equivalent 
thereof such as the nucleic acid sequence of nucleotides 103^328 of 
sequence id no 5 « 

20. A nucleic acid sequence according to claim I8 or 19, further 

10 being operatively linked to a first regulatable promoter, said first 
regulatable promoter not normally being associated with the holin 
encoding sequence. 

21 A recombinant vector comprising a nucleic acid sequence 

according to any of claims 18-20, said vector preferably further being 
15 foodgrade. 

22. A recombinant vector according to claim 21 further comprising a 

nucleic acid sequence encoding a lysin, both the holin and the lysin 
being derivable from a grampositive bacterium such as a lactic acid 
bacterium, in particular a L. lactis or a bacteriophage derivable from 

20 such a grampositive bacterium. 

23 • A recombinant vector according to claim 21 or 22 further 

comprising a the natural attachment/integration system of a bacterioph£ige 
for example said system comprising the bacteriophage attachment site and 
an integrase gene located such that integration of the holin and 

25 optionally lysin gene will occur, said system preferably being derived 
from a bacteriophage that is derivable from a food grade host cell, 
preferably a lactic acid bacterium. 

2^. A recombinant vector according to any of the claims 21-23. 

wherein the nucleic acid sequence encoding the holin and the nucleic acid 

30 sequence encoding the lysin are operatively linked to a foodgrade 
inducible promoter that can be induced via a food grade mechanism, for 
example by being a thermosensitive complex inducible promoter. 
25- A recombinant host cell comprising a nucleic acid sequence 

according to any of claims 18-20 in a setting other than in its native 

35 bacteriophage and/or a recombinant vector according to any of claims 21- 

26. A recombinant host cell according to claim 25 further 

comprising a nucleic acid sequence encoding a lysin, said lysin 
preferably being derivable from a grampositiv bacterium such as a lactic 
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acid bacteriuffl. in particular a L, lactis or a bacteriophag derivable 
from such a grampositive bacterium, said nucleic acid s quenc encoding a 
lysin preferably being in a setting other than in its native 
bacteriophage or bacterium. 

27. A recombinant host cell according to claim 23 or 26 being a 

food grade host cell, preferably a lactic acid bacterium, most preferably 
the host cell is of the same type from which the holin and/or lysin 
encoding nucleic acid sequences are derived 
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Fig. 3 
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